Local bacterial cultures could be isolated from 200 Oreochromis niloticus and were caught as random samples from ELAbassa, Abou-Hammad, and Sharkia, Egypt. Fish farms with an average body weight 40±5g. Suffered From signs of septicemia as hemorrhages on several parts of the body surface (mouth) base of fins, abdominal part. opercula , and around the anal opening turbidity of the eyes and slight exophthalmia roughness of scales and sometime scale losses, postmortemally showing, hepatomegaly, splenomegaly, congestion of gills, kidney and accumulation, of bloody fluid in abdominal wall to bacterial strains are Gram negative bacteria were isolated from fish. The bacterial isolate taxonomic classification clarified that the bacterial isolates was likely belonging to Pseudomonas aeruginiosa-I, Aeromonas hydrophila-2 according to its physiological morphological, and biochemical characters. The active extract using bioactivity-guided technique of aqueous and organic extracts of (Eugenia caryophllate). The separation of the active ingredient and its purification was performed using both thin layer chromatography (TLC) and column chromatography techniques. The physico-chemical characteristics of the purified antibacterial agent viz. color, melting point, solubility, elemental analysis and spectroscopic characteristics (GCmass techniques) have been investigated. This analysis indicates a suggested empirical formula of C 10 H 12 O 2 . The biological activities i.e. MICs of the Purified antibacterial agent were also determined.
Introduction
Antimicrobial substance as one of new widely used for the treatment of bacterial diseases of fish. Fish diseases due, to bacterial infection are considered one of the major problems in aquacultures (Okpk Warsill, 1991; Robertson, 2000; Eid et al, 2016) . The presence of potential danger of many fish pathogens associated with the .stress factors may favor the occurrence of outbreaks in cultured fishes caused by Pseudomonas considered to be the major bacterial problems facing the aquaculture development causing mass mortalities, reduced production and low quality of aquatic organisms (Ghittino, 1976) P. aeruginosa and Aeromonas hydrophila were incorporated in sever outbreaks among fish tilapia 's hatcheries (Ahmed and Shoreit, 2001; Ali Aberoum, 2010; Yardimci, 2011; Ye, 2013 and Abouelmaatti et al, 2012) To treatment fish diseases (bacterial infection) can used antibiotics, but its cause's chinning in environmentals conditions such as ppt the resin and the toxins in fishes and become toxicity in the nutrition to the human or the animals. One of the most recent concepts is replacing the chemical and therapeutic agents with natural components as one of the strategies available and much experimental work is being carried out to assess its commercially applicability ( Kosar et al.,2005; El-Didamoy et al., 2015 and Elfeil et al, 2012) . Eugenia caryophllate plants belonging to different species and ecotypes (Biotypes) are widely used in in several industries as it has a flavor and cosmetically in pharmaceutical, beverage and food industries. It has also used been as a traditional remedy to treat various ailments such as a spasmodic, antimicrobial, expectorant, carminative and aromatic for whooping and convulsive coughs, digestive disorders and menstrual problems (Aligiannis et al., 2001) . In previous studies, it has been demonstrated that the content of essential oil and extracts of medicinal plants like eugenia caryophllate species containing antibacterial activities on many bacteria (Sahin et al., 2004 and Reverter et al., 2014) antioxidant and other biological activities may change based on the deference's in cultivation, origin, vegetative stage and growing seasons of the plants (Deans et al., 1992 and Milos et al., 2000) . The Pridham and Gottlieb (1966) respectively. These isolates identified according to (Buchanan and Gibsons, 1974; Krieg, 1984 and Hensyl, 1994) Antibiogram Sensitivity:-Antibiogram Sensitivity was performed using different chemotherapeutic agents the test was done according to method described with Quinn et al., (1994 Precipitation.
-"The precipitation process of the antibacterial agent was carried out using petroleum ether. The compound precipitate was centrifuged at 5000 rpm for 15 min.
The antibacterial agent powder was tested for its antibacterial activity by using cup assay method" (Ueno et al, 2002). Separation: "Separation of the antibacterial agent into its individual components has been tried by thin layer chromatography using a solvent system composed of chloroform and methanol (24:1, v/v)" (Kosar et al, 2004) Purification: "The purification of the antibacterial agent was carried out by using Silica Gel Column Chromatography. A column of 2.5 X 50 cm was used for this purpose. Chloroform and Methanol 10:1 (v/v), was used as an eluting solvent. The column was left for over night until the silica gel (BDH -60-120 mesh) was completely settled. One-ml crude extract to be fractionated was added on the silica column surface and the extract was adsorbed on top of silica gel. Fifty fractions were collected (each of 5 ml). Antibacterial activities were performed for each separate fraction" (Sahin, 2004) . Physico-chemical properties of antibacterial agent.' I-Eletnental analysis: The element analysis C, H, O, N, and S was carried out by the regional center for Mycology and Biotechnology Al-Azhar University, Egypt 2-Spectroscopic analysis: The GCmass techniques was determined at the regional center for Mycology and Biotechnology Al-Azhar University, Egypt. Biological activity: The minimum inhibitory concentration (MIC) has been determined by cup method assay on the isolated microorganism. The antipiogram sensitivity test revealed that: 1-Pseudomonas aeruginosa is sensitive to Amikan (AK) at a concentration of (30 ug) and resistant to ciprofloxacin (CIP) at a concentration of (5 ug) and Neomycin (N) at a concentration of (30 ug), 2-Aeromonas hydrophila is sensitive to ciprofloxacin (CIP) at a concentration of (5 ug) and Amikan (AK) at a concentration of (30 ug) and resistant to Neomycin (N) at a concentration of (30 ug), as shown in Table-3, Table-4 The different filtrates were tested for their antibacterial activity and it the best results obtained with ethyl alcohol extraction one as shown in table-5. Crude deep brown powder was tested for their antibacterial activities by using cup diffusion method. The obtained results revealed that two band at R f 0.76; there is one band at R f 0.76 exhibited obvious inhibitory effects against the growth bacterial strains. The purification of the antibacterial agent was carried out by using silica gel column chromatography.
Results

Results of Clinical examination of naturally infected O. niloticus'.
The active fractions were concentrated. The maximum activity was recorded at fraction No. 9&10 (Table 6) .
Physico-Chemical
Properties of antibacterial agent. The physical characteristics of the extracted ingredients showed a specific
Physico-chemical properties such as melting point are 133°C. Regarding the solubility the ingredients are soluble in ethanol, water, chloroform, DMSO and methanol but insoluble in petroleum ether, n-Butanol, hexane and benzene.
A-Elemental analysis:
This analysis indicates suggested empirical formula of the ingredient is C 10 H 12 O 2 B-Spectroscopic characteristics: GC-mass techniques (Fig. 1) . Area = 88.81% which indicates a suggested name Eugenol (phenol) ( Fig 2) . C-Biological activities of the purified antibacterial Agent: Data of the antibacterial spectrum of antibacterial agent indicated that the antibacterial agent is fairly active against Gram negative bacteria (Table 7 ) Fig 1) GC-mass techniques -Area = 88.81% (Fig 2) : Eugenol, phenol treatment and prevention fresh water fishes from bacterial diseases.
Photo (1) 
, Badran and Eissa, (1991), Abd El-Rahman et al., (2002) and Abou El-Atta (2003).
The observed gross lesions of affected fish showed that hepatomegaly, spleenomegaly, congestion of gills, kidney, distended gall bladder, congestion hemorrhage in the intestine and accumulation of bloody fluid is abdominal wall, these results observed by Abd EI -Aziz, (1988) , Marzouk, (1989 
), El-Attar and Moustafa (1996), Abd-Rahman, (1996), Salama, (1999), Abd El-Rahman et al., (2002) & Abou El Atta, (2003), Ali Aberoum,(2010) and Ye, (2013) and
El-Didamoy, Atta (2003) and Samal, (2014) . In last decades pseudomonas aeruginosa and hydrophilic are resistant to many antibiotics (Stojanov et al ., 2010 and Pannu  et al., 2014) , also results in table ( 3, 4 ) showed that regarding to the antibiotic sensitivity of isolated pathogenic bacteria were resistant to Neomycin and were sensitive to Amikan these results are agreement with that finded by Abou El-Atta and Wafeek (2005) , Rahman  (2010) And Pannu (2014) . For the purpose of the control of pathogen bacterial isolates, that used eugenia caryophllate.
, (1989), Badran and Eissa (1991), Megahed, (2000), Haenen and Davidse, (2001), Abd El -Rahman el al. (2002) Abou El
The coarsely powdered shoot parts of eugenia caryophllate (200 gms) were extracted with 95 % ethanol for 6 hours in a Soxhiet, then the extract was filtered using Whatman filter 5 paper No. 1. Similar results were recorded by Anna Menaker et al. (2004) and Sivasankar (2015) . The excess of crude extract evaporated under vacuum using rotary evaporator. The extract was concentrated and treated with petroleum ether (b.p. 40-60C) for Precipitation process where only one fraction was obtained in the form of deep brown ppt. Separation of antibacterial agent into individual components has been tried by thinlayer chromatography using a solvent system composed of chloroform and methanol (24:1, v/v) as developing solvent. The band with an Rf value of 0.76 there is one band at Rf 0.76 exhibited obvious inhibitory effects against the growth bacteria strains. For the purpose of purification process, the antibiotic were allowed to pass through a column chromatography packed with silica gel and eluting solvent was composed of chloroform and methanol (10:1, v/v), fifty fractions were collected and tested for their activities. The maximum activity was recorded at fraction No. 9&10. Similarly, many workers used a column chromatography packed with silica gel and an eluting solvent composed of various ratios of chloroform and methanol, which match with other finding Akihiko et al., (2000) ; Masao et al (2000); Naki et al.  (2000); Oh-Sung et al., (2000);  Toshio et al., (2000), Honda et  al., (2001), Kenichi et al., (2001)  Yoko et al.. (2001) et al.  (2000); Kenichi et al. (2001), Ueno  et al. (2002), Anna, et al. (2004),  Sahin et al. (2004) and Kosar et al. (2005) . A study of the elemental analysis of the antibacterial agent lead to an empirical formula of: C 10 H 12 O 2 .
The spectroscopic characteristics of antibacterial agent revealed the presence of the maximum absorption peak in GCmass techniques, area = 88.81% by Sahin et al., (2004) and Reverter (2014) Lomovskaya et al. (2001), Pan et  al. (2002) and Atta, et al. (2003)  Sahin, et al. (2004) Kosar, et al. (  2005) , Sivasanker (2015) and El-Didamoy (2015) . 
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